containing the gene encoding for TsOYE, and pET28aHis-YqjM [2] were used for the expression of TsOYE and YqjM, respectively.In both cases, 1 L of autoinduction ZYM-5052 media [3] supplied with appropriate antibiotic (100 µg/mL ampicillin for TsOYE and 50 µg/mL kanamycin for YqjM) was inoculated with 10 mL of overnight culture and incubated overnight at 37°C in baffled shake flasks. For the purification of TsOYE, the cell pellet (resulting from centrifugation and washing with 20 mM MOPS buffer pH 7.5 containing 5 mM CaCl 2 ) was suspended in the same buffer. Mechanical cell disruption was effected by using Multi Shot Cell Disruption System (Constant Systems Ltd, Daventry, UK). Cell debris was separated from the crude extract by centrifugation at 10000 x g for 30 min at 4˚C. The supernatant was incubated at 70 °C for 1.5 h. Precipitated proteins were separated by centrifugation for 30 min, at 4˚C and 8000 x g. A bright yellow solution of TsOYE (more than 95% pure as estimated by SDS-page analysis) was obtained. For storage, this solution was freeze dried and remained more than 90% of its original activity upon storage at 4 °C for at least several months. To measure the activity of TsOYE for 2-methylcyclohenxenone using NADH as co-substrate, solutions (200 μL) containing 6 μM TsOYE, 10 mM CaCl 2 , 10 mM 2-methylcyclohenxenone and varied concentrations of NADH (0 ~ 8 mM) in 50 mM MOPS buffer was incubated at ambient conditions for 10 minutes. For the purification of YqjM, cells were harvested by centrifugation (10000 x g, 15 min, 4˚C), washed with potassium phosphate buffer (20 mM, pH 6.5) and centrifuged again at the same speed. Subsequently, the cell pellet was resuspended in the same buffer. Cell disruption was effected as described above. Cell debris was separated from the crude extract by centrifugation at 10000 x g for 30 min at 4˚C.
Supernatant was loaded to 14 mL Ni-NTA chromatography column (Thermo Fisher Scientific Inc). The loading was performed using NGC TM Chromatography system (Bio-Rad). After loading, various successive washing with 20 mM potassium phosphate 30 mM imidazole pH 6.5 were performed in order to eliminate other proteins. Then, the elution of YqjM was performed by using 20 mM potassium phosphate 250 mM imidazole pH 6.5. Fractions containing YqjM were collected and incubated with 5 mM FMN. After 30 min of incubation on ice, enzyme suspension was desalted twice using PD-10 Desalting Columns (GE Healthcare) in order to remove the excess of FMN, and concentrated using Amicon ® Ultra-15
Centrifugal Filter Device (cutoff 30K).
Spectroscopic characterizations. Spectrophotometric and spectrofluorometric experiments
were performed using V-650 (JASCO Inc., Japan) and RF-5301PC (Shimadzu Co., Japan), 
